Transient brain ischemia triggers selective neuronal death/loss, especially in vulnerable regions of the brain including the hippocampus. Laminarin, a polysaccharide originating from brown seaweed, has various pharmaceutical properties including an antioxidant function. To the best of our knowledge, few studies have been conducted on the protective effects of laminarin against ischemic injury induced by ischemic insults. In this study, we histopathologically investigated the neuroprotective effects of laminarin in the Cornu Ammonis 1 (CA1) field of the hippocampus, which is very vulnerable to ischemia-reperfusion injury, following transient forebrain ischemia (TFI) for five minutes in gerbils. The neuroprotective effect was examined by cresyl violet staining, Fluoro-Jade B histofluorescence staining and immunohistochemistry for neuronal-specific nuclear protein. Additionally, to study gliosis (glial changes), we performed immunohistochemistry for glial fibrillary acidic protein to examine astrocytes, and ionized calcium-binding adaptor molecule 1 to examine microglia. Furthermore, we examined alterations in pro-inflammatory M1 microglia by using double immunofluorescence. Pretreatment with 10 mg/kg laminarin failed to protect neurons in the hippocampal CA1 field and did not attenuate reactive gliosis in the field following TFI. In contrast, pretreatment with 50 or 100 mg/kg laminarin protected neurons, attenuated reactive gliosis and reduced pro-inflammatory M1 microglia in the CA1 field following TFI. Based on these results, we firmly propose that 50 mg/kg laminarin can be strategically applied to develop a preventative against injuries following cerebral ischemic insults.
Introduction
A transient brain ischemic insult, caused by temporary insufficiency of blood supply to the brain, inflicts ischemia-reperfusion injury to the brain [1, 2] . Among these ischemic insults, transient forebrain ischemia (TFI) occurs due to the occlusion of both common carotid arteries and triggers selective neuronal death/loss in particularly vulnerable subregions of the forebrain including the striatum, neocortex and hippocampus [3, 4] . For example, the pyramidal neurons in the stratum pyramidale of the Cornu Ammonis 1 (CA1) field of the hippocampus die four to five days after a brief TFI (a five-minute TFI) in gerbils [3, 5, 6] . Because the death of CA1 pyramidal neurons occurs four to five days after TFI, this phenomenon is referred to as "delayed neuronal death" [5] . In response to the delayed neuronal death following TFI, glial cells (astrocytes and microglia) proliferate or undergo hypertrophy; this is known as "reactive gliosis" [3, 7] .
Laminarin (LA) is a β-glucan type of polysaccharide, and it originates from marine Phaeophyta (brown algae) [8, 9] . LA has been widely researched because of its bioactive attributes. For example, LA enhances anti-cancer immunity via maturation of dendritic cells [8] . Additionally, LA improves immune responses via promoting T-and B-cell and macrophage populations in leukemic mice [10] . Several recent studies regarding LA have shown that LA reduces H 2 O 2 -induced oxidative stress via regulation of the Nrf2 pathway in human lung fibroblast (MRC-5) cells [11] . Also, LA improves the quality of aged porcine oocytes by alleviating oxidative stress [12] .
However, to the best of our knowledge, the protective effects of LA against brain ischemic insults have not been adequately studied. The purpose of this study was to investigate the neuroprotective effect of LA following TFI in gerbils, which are regarded as good animal models of TFI [3, 7, 13, 14] . Also, we examined the influence of LA on reactive gliosis (astrogliosis and microgliosis) following TFI.
Results

Neuroprotection by LA
Cresyl Violet (CV) Stained Cells
In the vehicle/sham group, all hippocampal subfields were well stained by CV and pyramidal cells, which are located in the stratum pyramidale, were clearly detected by CV staining (Figure 1A,a) . The distribution pattern of CV-stained cells in this group was not different from that in the normal group (data not shown). In all of the LA-sham groups, the distribution of CV-stained cells in the hippocampus was similar to that of the vehicle/sham group ( Figure 1C ,c,E,e,G,g).
In the vehicle/ischemia group, the distribution pattern of CV-stained cells was altered compared to the vehicle/sham group ( Figure 1A,B ). Namely, the dyeability of CV was markedly reduced in the stratum pyramidale of the CA1 field in the hippocampus proper (CA1-3 fields) (Figure 1a,b) . Additionally, in the stratum oriens and radiatum, CV-stained cells were greatly increased compared to those in the vehicle/sham group (Figure 1a,b) .
In the LA/ischemia groups, the distribution pattern of CV-stained cells in the CA1 field of the 10 mg/kg LA/ischemia group was very similar to that in the vehicle/ischemia group ( Figure 1B ,b,D,d). This finding indicates that treatment with 10 mg/kg LA cannot protect pyramidal cells in the CA1 field, which are called CA1 pyramidal cells or neurons. In contrast, in the 50 mg/kg and 100 mg/kg LA/ischemia groups, CA1 pyramidal cells were well stained with CV like those in the vehicle/sham group ( Figure 1F ,f,H,h). This finding indicates that treatment with 50 mg/kg or 100 mg/kg LA can protect neurons from TFI.
Figure 1.
Cresyl Violet (CV) staining in the hippocampus (A-H) and its Cornu Ammonis 1 (CA1) field (a-h) of the vehicle/sham (A,a), 10, 50 and 100 mg/kg laminarin (LA)/sham (C,c,E,e,G,g), vehicle/ischemia (B,b) and 10, 50 and 100 mg/kg LA/ischemia (D,d,F,f,H,h) groups at 5 days after sham or transient forebrain ischemia (TFI) operation. In the vehicle/ischemia group, CV dyeability is remarkably reduced in the stratum pyramidale (SP, arrows) of the CA1 field (asterisks). In the 10 mg/kg LA/ischemia group, the distribution pattern of CV stained cells is similar to that in the vehicle/ischemia group. However, in the 50 mg/kg and 100 mg/kg LA/ischemia groups, CV stainability is conserved. DG, dentate gyrus; SO, stratum oriens; SR stratum radiatum. Scale bars = 400 μm (A-H) and 100 μm (a-h).
Neuronal-Specific Nuclear Protein (NeuN) Immunoreactive Neurons
In all the sham groups, NeuN immunoreactive CA1 pyramidal neurons were easily detected, and the number of NeuN immunoreactive CA1 pyramidal neurons was not significantly different in all of the sham groups (Figure 2A ,C,E,G,I).
In the vehicle/ischemia group, NeuN immunoreactive CA1 pyramidal neurons were rarely observed in the stratum pyramidale, and the number of NeuN immunoreactive neurons was significantly reduced compared to that of the vehicle/sham group ( Figure 2B ,I).
In the 10 mg/kg LA/ischemia group, NeuN immunoreactive CA1 pyramidal neurons were rarely found, and the number of NeuN immunoreactive CA1 pyramidal neurons was no different to that in the vehicle/ischemia group ( Figure 2D ,I). However, NeuN immunoreactive CA1 pyramidal neurons were well observed in the 50 mg/kg and 100 mg/kg LA/ischemia groups, and the number of NeuN immunoreactive CA1 pyramidal neurons was significantly increased compared to that in the vehicle/ischemia group ( Figure 2F ,H,I). In the vehicle/ischemia group, CV dyeability is remarkably reduced in the stratum pyramidale (SP, arrows) of the CA1 field (asterisks). In the 10 mg/kg LA/ischemia group, the distribution pattern of CV stained cells is similar to that in the vehicle/ischemia group. However, in the 50 mg/kg and 100 mg/kg LA/ischemia groups, CV stainability is conserved. DG, dentate gyrus; SO, stratum oriens; SR stratum radiatum. Scale bars = 400 µm (A-H) and 100 µm (a-h).
In the 10 mg/kg LA/ischemia group, NeuN immunoreactive CA1 pyramidal neurons were rarely found, and the number of NeuN immunoreactive CA1 pyramidal neurons was no different to that in the vehicle/ischemia group ( Figure 2D ,I). However, NeuN immunoreactive CA1 pyramidal neurons were well observed in the 50 mg/kg and 100 mg/kg LA/ischemia groups, and the number of NeuN immunoreactive CA1 pyramidal neurons was significantly increased compared to that in the vehicle/ischemia group ( Figure 2F No F-J B positive cells, which are dead cells, were detected in the CA1 field of all the sham groups ( Figure 3A ,C,E,G,I).
In the vehicle/ischemia group, numerous F-J B positive cells were shown in the stratum pyramidale of the CA1 field ( Figure 3B ,I). This finding means that CA1 pyramidal neurons died following the 5-min TFI.
In the 10 mg/kg LA/ischemia group, the pattern of F-J B fluorescence was similar to that of the vehicle/ischemia group, and the number of F-J B positive cells was not different from the vehicle/ischemia group ( Figure 3D ,I). However, in the 50 mg/kg and 100 mg/kg LA/ischemia groups, a few F-J B positive CA1 pyramidal cells were found, and the number of F-J B positive cells was about 11% and 10%, respectively, (p < 0.05) of that in the vehicle/ischemia group ( Figure 3F ,H,I). In the vehicle/ischemia group, numerous F-J B positive cells were shown in the stratum pyramidale of the CA1 field ( Figure 3B ,I). This finding means that CA1 pyramidal neurons died following the 5-min TFI.
In the 10 mg/kg LA/ischemia group, the pattern of F-J B fluorescence was similar to that of the vehicle/ischemia group, and the number of F-J B positive cells was not different from the vehicle/ischemia group ( Figure 3D ,I). However, in the 50 mg/kg and 100 mg/kg LA/ischemia groups, a few F-J B positive CA1 pyramidal cells were found, and the number of F-J B positive cells was about 11% and 10%, respectively, (p < 0.05) of that in the vehicle/ischemia group ( Figure 3F ,H,I).
Attenuation of Gliosis by LA
Glial Fibrillary Acidic Protein (GFAP) Immunoreactive Astrocytes
In all the sham groups, GFAP immunoreactive astrocytes in the CA1 field were shown to be in a resting state and were predominantly distributed throughout the stratum oriens and radiatum in the CA1 field ( Figure 4A ,C,E,G).The GFAP immunoreactivity of the astrocytes was shown to be similar in all the groups ( Figure 4I ).
In the vehicle/ischemia group, GFAP immunoreactive astrocytes were hypertrophied, and their processes were thickened ( Figure 4B ). In this group, GFAP immunoreactivity was significantly increased (239% of the vehicle/sham group) ( Figure 4I ).
In the 10 mg/kg LA/ischemia group, the distribution and relative optical density (ROD) of GFAP immunoreactive astrocytes were similar to those in the vehicle/ischemia group, that is, the ROD was 236% of the vehicle/sham group ( Figure 4D ,I). However, in the 50 mg/kg and 100 mg/kg LA/ischemia groups, hypertrophy of immunoreactive astrocytes was apparently attenuated compared to the vehicle/ischemia group ( Figure 4B ,D,F,H).ROD was significantly reduced to 113% and 116%, respectively, of the vehicle/sham group ( Figure 4I ). In the vehicle/ischemia group, GFAP immunoreactive astrocytes are hypertrophied. In the 10 mg/kg LA/ischemia group, GFAP immunoreactive astrocytes are similar to those in the vehicle/ischemia group.
In the 50 mg/kg and 100 mg/kg LA/ischemia groups, hypertrophy of GFAP immunoreactive astrocytes is apparently attenuated. Scale bar = 100 µm. (I) ROD (percentage) of GFAP immunoreactive structures in the CA1 field at 5 days after TFI (n = 7 in each group, * p < 0.05 versus vehicle/sham group, † p < 0.05 versus vehicle/ischemia group). The bars indicate the means ± SEM.
Ionized Calcium-Binding Adapter Molecule 1 (Iba-1) Immunoreactive Microglia
In all the sham groups, Iba-1 immunoreactive microglia in a resting state were uniformly and generally distributed in the stratum oriens and radiatum in the CA1 field ( Figure 5A ,C,E,G). There was no significant difference in their distribution among all the groups ( Figure 5I ). 
Interleukin 2 (IL-2) Immunoreactive Microglia
To investigate whether LA reduced pro-inflammatory M1 microglia following TFI, we carried out double immunofluorescence staining for IL-2 as pro-inflammatory cytokine and Iba-1 in the vehicle/ischemia and 50 mg/kg LA/ischemia groups. In the vehicle/ischemia group, many of microglia were colocalized with IL-2 ( Figure 6A-C) . On the other hand, in the 50 mg/kg LA/ischemia, Figure 5 . Ionized calcium-binding adapter molecule 1 (Iba-1) immunohistochemistry in the CA1 field of the vehicle/sham (A), 10, 50 and 100 mg/kg LA/sham (C,E,G), vehicle/ischemia (B) and 10, 50 and 100 mg/kg LA/ischemia (D,F,H) groups at 5 days after sham or TFI operation. Iba-1 immunoreactive microglia are in a resting state in all the sham groups. In the vehicle/ischemia and 10 mg/kg LA/ischemia groups, Iba-1 immunoreactive microglia are hypertrophied, showing that many activated microglia gather in the SP (arrows). In the 50 mg/kg and 100 mg/kg LA/ischemia groups, activation of Iba-1 immunoreactive microglia is markedly attenuated, showing that they are evenly distributed in the CA1 field. Scale bar = 100 µm. (I) ROD (percentage) of Iba-1 immunoreactive structures in the CA1 field at 5 days after TFI (n = 7 in each group, * p < 0.05 versus vehicle/sham group, † p < 0.05 versus vehicle/ischemia group). The bars indicate the means ± SEM.
In the vehicle/ischemia group, Iba-1 immunoreactive microglia were hypertrophied (activated), and many of them gathered in the stratum pyramidale where CA1 pyramidal neurons were degenerating or dead ( Figure 5B ). In addition, Iba-1 immunoreactivity (ROD) in this group was significantly stronger (174% of the vehicle/sham group) than that in the vehicle/sham group ( Figure 5I ).
In the 10 mg/kg LA/ischemia group, the distribution pattern of Iba-1 immunoreactive microglia was fundamentally similar to that in the vehicle/ischemia group; the ROD of the Iba-1 immunoreactive microglia was lower than that in the vehicle/ischemia group (Figure 5D,I) . However, in the 50 mg/kg and 100 mg/kg LA/ischemia group, hypertrophy (activation) of Iba-1 immunoreactive microglia was markedly reduced compared to that in the vehicle/ischemia group (Figure 5B,D,F,H) , and the ROD in each group was 114% and 115%, respectively, of the vehicle/sham group ( Figure 5I ).
To investigate whether LA reduced pro-inflammatory M1 microglia following TFI, we carried out double immunofluorescence staining for IL-2 as pro-inflammatory cytokine and Iba-1 in the vehicle/ischemia and 50 mg/kg LA/ischemia groups. In the vehicle/ischemia group, many of microglia were colocalized with IL-2 ( Figure 6A-C) . On the other hand, in the 50 mg/kg LA/ischemia, the number of microglia with IL-2 was dramatically reduced in the ischemic CA1 field ( Figure 6D-F) . This finding indicates that pretreatment with laminarin decreases pro-inflammatory M1 microglia following TFI.
Mar. Drugs 2020, 18, x FOR PEER REVIEW 10 of 17 Figure 6 . Double immunofluorescence staining for Iba-1 (red), interleukin 2 (IL-2) (green) and merged images in the hippocampal CA1 field of the vehicle/ischemia (A-C) and 50 mg/kg LA/ischemia (D-F) groups at 5 days after TFI. Many IL-2 immunoreactive microglia (arrows) are shown in the vehicle/ischemia group. However, in the 50 mg/kg LA/ischemia group, a few IL-2 immunoreactive microglia are detected. Scale bar = 40 μm (n = 7 in each group).
Discussion
The death or loss of pyramidal neurons in the hippocampal CA1 field is easily induced by ligation of both common carotid arteries (bCCA) for five minutes in gerbils, because they lack the posterior communicating arteries consisting of the circle of Willis in the basal part of the brain [3, 4] . The death of CA1 pyramidal neurons occurs four-five days after TFI induced by ligation of bCCA, thus, this phenomenon is referred to as "delayed neuronal death (DND)" [5] . In this study, we found that DND of CA1 pyramidal neurons occurred five days after TFI, similar to the findings of Kirino (1982) and other previous studies [1, 5, 15] .
In this study, we applied LA, a polysaccharide originating from brown algae, in doses of 10, 50 and 100 mg/kg before TFI to investigate its neuroprotective effect. Pretreatment with 10 mg/kg of laminarin did not protect CA1 pyramidal neurons from damage by TFI, but pretreatment of 50 or 100 mg/kg of laminarin protected the neurons from damage. Based on this finding, we determined that a dose of at least 50 mg/kg of LA is required to achieve a neuroprotective effect, however, the 100 mg/kg dose of LA was considered an overdose.
To the best of our knowledge, diverse kinds of seaweeds have been investigated because of their neuroprotective effects. For example, extract from Dictyopteris divaricate, belonging to the Figure 6 . Double immunofluorescence staining for Iba-1 (red), interleukin 2 (IL-2) (green) and merged images in the hippocampal CA1 field of the vehicle/ischemia (A-C) and 50 mg/kg LA/ischemia (D-F) groups at 5 days after TFI. Many IL-2 immunoreactive microglia (arrows) are shown in the vehicle/ischemia group. However, in the 50 mg/kg LA/ischemia group, a few IL-2 immunoreactive microglia are detected. Scale bar = 40 µm (n = 7 in each group).
To the best of our knowledge, diverse kinds of seaweeds have been investigated because of their neuroprotective effects. For example, extract from Dictyopteris divaricate, belonging to the Dictyotaceae family, displays protective effect via regulating expressions of apoptosis-related proteins in an oxygen and glucose deprivation/reperfusion cell culture model using human neuroblastoma cells [16] . Additionally, extract and fractions from Agarum clathratum, a family of Agaraceae, show neuroprotective effects by reducing reactive astrogliosis and microgliosis following TFI in gerbils [17] . In particular, Kang et al. (2012) reported that fucoidan, a sulfated polysaccharide derived from brown seaweeds, displayed neuroprotective effects in a rat model of lipopolysaccharide-accelerated ischemic injury following middle cerebral artery occlusion through inhibition of cytokine expression and neutrophil infiltration [18] . Additionally, recently reported that fucoidan showed strong neuroprotective properties following TFI in gerbils via amelioration of reactive gliosis and enhancement of antioxidant efficacies [19] .
A number of previous studies have demonstrated that reactive gliosis due to various pathological conditions in the central nervous system increases permeability of the blood-brain barrier [20] [21] [22] . This can accelerate ischemic neuronal damage [23] and trigger inflammatory responses [24] [25] [26] , which can exacerbate neuronal death [25] . Reactive gliosis commonly occurs following TFI, and in this process, glial cells (astrocytes and microglia) are hypertrophied with a thickened cellular structure [6, 7, 15] . Alleviation of reactive gliosis is connected with neuroprotection following cerebral ischemia [1, 6, 7] . In this study, we pretreated gerbils with 50 or 100 mg/kg of laminarin and found that reactive gliosis was significantly attenuated in the CA1 field following TFI.
Glial cells including astrocytes and microglia have various physiological functions in the central nervous system (CNS). Astrocytes form a blood-brain barrier (BBB) between neuronal circuitries and blood vessels, and transport nutrients to neurons by cellular linkage [27] . The BBB controls the water and ion balance via regulating expressions of diverse channels in the astrocyte endfeet [22] . Therefore, the breakdown of the BBB is connected with damaged astrocyte endfeet and can trigger various pathological processes in the CNS, such as brain edema following cerebral ischemia [28] [29] [30] [31] . Thus, the breakdown of BBB increases permeability and causes the infiltration of inflammatory cytokines and cells [30, 32, 33] . It has been reported that treatment with extract from the fruits of Lycium barbarum protects the mouse brain from focal ischemia injury induced by middle cerebral artery occlusion by protecting the BBB from breaking down and reducing reactive astrogliosis [34, 35] . Lycium barbarum belongs to the Solanaceae family, and the fruits contain polysaccharide [34] . In this regard, the neuroprotection from pretreatment with LA 50 mg/kg and 100 mg/kg in TFI may be due to reducing reactive astrogliosis, which is related to maintaining the integrity of the astrocyte endfeet in the BBB. There are several methodologies available for determining whether drug-like compounds penetrate the BBB via measuring the permeability-surface area product (LogPS) [36] . However, in this study, there is a limitation as we did not determine whether LA crossed the BBB or not. We will study whether LA or its metabolites penetrate the BBB in the future.
Microglia are resident immunocytes of macrophage lineage and present in the CNS of vertebrates [37] .
Microglia express numerous pattern-recognition receptors that detect pathogen-associated molecular patterns or tissue damage-associated molecular patterns [38] . Additionally, microglia communicate with neurons to maintain a healthy environment in the CNS against neurotoxicity and neuroinflammation [39] . When the CNS is subject to pathological conditions including TFI, microglia secrete diverse kinds of inflammatory cytokines and clear dead cells and tissue debris [40] [41] [42] . A recent study showed that polysaccharides from the Ganoderma lucidum (a Ganodermataceae family) attenuated microglia-mediated neuroinflammation in BV2 microglia stimulated by lipopolysaccharide (LPS) and in primary mouse microglial cells stimulated by amyloid β 42 oligomer [43] . Additionally, it has been reported that polysaccharides extracted from Lycium barbarum display inhibitory effects on the production of LPS-induced pro-inflammatory mediators such as NF-κB, caspase 3, TNF-α and HSP60 in BV2 cells [44] . Research has demonstrated that pro-inflammatory M1 microglia are predominantly distributed in the hippocampal CA1 field when the hippocampus is under microgliosis induced by TFI [26] . In the present study, pretreatment with 50 mg/kg of LA reduced microglia secreting pro-inflammatory cytokines. Thus, we suggest that, in this study, the attenuation of reactive microgliosis by pretreatment with LA may be related to the attenuation of neuroinflammatory responses that can be triggered by reactive microgliosis.
In conclusion, pretreatment with 50 or 100 mg/kg of LA protected pyramidal neurons in the hippocampal CA1 field after a five-minute TFI in gerbils, indicating that reactive gliosis was significantly attenuated in the ischemic CA1 field. With these findings, we strongly propose that 50 mg/kg of LA can be strategically applied to develop a preventive drug that facilitates protection against cerebral ischemic insults. Additionally, further studies on the mechanisms involved in its protective effect against ischemic insults are required.
Materials and Methods
Experimental Animals
We used 61 male Mongolian gerbils (6-months old and with a body weight of about 70 g) obtained from the Experimental Animal Center of Kangwon National University (Chuncheon, Gangwon, Republic of Korea). The gerbils were housed under optimal conditions with a suitable room temperature (25 ± 2 • C) and relative humidity (55 ± 5%). A 12 h dark/12 h light cycle was maintained and freely accessible feed and water were provided to the gerbils. The experimental protocol was approved (Approval no., KW-180124-1) by the Institution Animal Care and Use Committee (IACUC) at Kangwon National University. This protocol adhered to the current international law and policy guidelines in the "Guide for the Care and Use of Laboratory Animals" (The National Academies Press, 8th Ed., 2011).
Experimental Groups and Administration of LA
Nine groups were randomly assigned as follows: (1) normal group (n = 5); (2) vehicle/sham group (n = 7), which was treated with vehicle (sterilized normal saline; 0.85% w/v NaCl) and given the sham TFI operation; (3) vehicle/ischemia group (n = 7), which was treated with saline and given the TFI operation; (4), (5) and (6) LA/sham groups (n = 21; n = 7 in each group), in which each group was treated with LA 10 mg/kg, 50 mg/kg and 100 mg/kg, respectively, and given the sham operation; (7) , (8) and (9) LA/ischemia groups (n = 21; n = 7 in each group), in which each group was treated with LA 10 mg/kg, 50 mg/kg and 100 mg/kg, respectively, and given the TFI operation. Before TFI surgery, vehicle and LA were administered once a day for 7 days via intraperitoneal injection.
Induction of TFI
The surgical procedure for the TFI operation was performed according to our previously published method [45] . In short, the gerbils were anesthetized with a mixture of 2.5% isoflurane gas in 33% oxygen and 67% nitrous oxide [46] . The ventral neck was subsequently shaved and a midline incision was made on the shaved area. Next, bCCA were isolated from connective tissues followed by ligation with non-traumatic aneurysm clips. For reperfusion, the clips were removed at 5 min after bCCA occlusion, and then the incised area was sutured. By using an ophthalmoscope (HEINE K180 ® , Heine Optotechnik, Herrsching, Germany), complete occlusion and reperfusion of the bCCA was verified via observing the stop and recirculation of blood in the central arteries of both retinae. The body temperature of the gerbils was maintained in a normothermic condition (37 ± 0.5 • C) and monitored in real time by using a rectal temperature probe (TR-100) (Fine Science Tools Inc., Foster City, CA, USA). The gerbils in the sham group were subjected to a sham operation, which was conducted using the same surgical procedure but without ligation of both arteries. After the sham or TFI operation, all gerbils were kept in a thermal incubator (Mirae Medical Industry, Seoul, Republic of Korea), which was maintained at 23 • C and 60% of relative humidity.
Tissue Preparation for Histological Examination
The preparation of tissue sections was done according to the method previously described by us [47] . In short, all gerbils were deeply anesthetized by intraperitoneal injection of pentobarbital sodium 70 mg/kg (JW Pharm. Co. Ltd., Seoul, Republic of Korea) [46] at 5 days after the sham or TFI operation. Their brains were rinsed (flow rate, 6 mL/min; total perfused volume, 60 mL) via the ascending aorta with 100 mM phosphate-buffered saline (PBS, pH 7.4) and fixed by perfusion with a solution of 4% paraformaldehyde (in 100 mM phosphate buffer, pH 7.4). Then, the brains were harvested and post-fixed in the same fixative at room temperature for 5 h. Next, for cryoprotection of the brains, the fixed brains were infiltrated with a solution of 30% sucrose (in 100 mM phosphate buffer, pH 7.4) at room temperature for 12 h. Finally, the brains were cut serially into coronal sections of 30 µm thickness in a cryostat (Leica, Nussloch, Germany).
CV Staining
CV staining was carried out in order to examine alterations in cellular morphology and distribution in the hippocampus following TFI as described in our previous paper [3] . Briefly, the brain sections were mounted onto gelatinized microscopy slides. Next, these sections were stained with a solution of 0.1% w/v CV acetate (Sigma, St. Louis, MO, USA) and dehydrated by immersing them in serial ethanol bath. Finally, cover glasses were mounted onto the stained sections with Canada balsam (Kanto, Tokyo, Japan).
F-J B Histofluorescence Staining
To investigate neuronal degeneration or death in the hippocampus due to TFI, we used F-J B, a marker for neuronal degeneration. Histofluorescence staining was conducted as described previously [48] . In brief, the brain sections were reacted with a solution of 0.06% w/v potassium permanganate solution (in distilled water) at room temperature for 20 min. These sections were subsequently immersed in solution of 0.0004% F-J B (Histochem, Jefferson, AR, USA) (in 0.1% glacial acetic acid) at room temperature for 40 min. Then, these sections were dehydrated and mounted with cover glasses by using dibutylphthalate polystyrene xylene (DPX, Sigma, St. Louis, MO, USA) as a mounting medium.
Immunohistochemistry
Immunohistochemistry was performed in order to investigate neuronal loss and reactive gliosis following TFI as previously described in our published paper [1] . In short, the brain sections were reacted with 0.3% H 2 O 2 (in 10 mM PBS, pH 7.4) at room temperature for 40 min and immersed in 5% normal horse or goat serum (in 10 mM PBS, pH 7.4) at room temperature for 40 min. Then, the treated sections were reacted overnight at 4 • C with each primary antibody: mouse anti-NeuN (1:1000, Chemicon, Temecula, CA, USA) for examining neurons, mouse anti-GFAP (1:1000, Chemicon, Temecula, CA, USA) for examining astrocytes, and rabbit anti-Iba-1 (1:800, Wako, Osaka, Japan) for examining microglia. These immunoreacted sections were subsequently exposed to secondary antibody, which matches each primary antibody as biotinylated horse anti-mouse IgG and (1:250, Vector, Torrance, CA, USA) or biotinylated goat anti-rabbit IgG (1:250, Vector, Torrance, CA, USA). Then, the sections were incubated with avidin-biotin complex (1:300, Vector, Torrance, CA, USA). Finally, these brain sections were visualized by reacting them with a solution of 3, 3 -diaminobenzidine tetrachloride (DAB, Sigma, St. Louis, MO, USA) (in 100 mM PBS, pH 7.4).
Double Immunofluorescence
To examine whether laminarin reduced pro-inflammatory M1 microglia following TFI, double immunofluorescence staining was conducted according to a previously published method [49] . Briefly, the brain sections were incubated with primary antibodies at room temperature for 12 h: rabbit anti-IL-2 (1:50, Santa Cruz, CA, USA) for a pro-inflammatory cytokine and goat-anti Iba-1 (1:150, Abcam, Cambridge, UK) for microglia. Next, the sections were immersed in secondary antibodies at room temperature for 2 h: FITC-conjugated donkey anti-rabbit IgG (1:500, Jackson ImmunoResearch, West Grove, PA, USA) and Cy3-conjugated-donkey anti-goat IgG (1:500, Jackson ImmunoResearch, West Grove, PA, USA). The immunoreactive structures were observed under a confocal microscope (LSM510 META NLO, Carl Zeiss, Göttingen, Germany).
Data Analyses
Data obtained in this study were analyzed according to the methods described in [7] . In brief, NeuN immunoreactive neurons were observed with a light microscope (BX53) (Olympus, Hamburg, Germany), and F-J B positive cells were investigated with an epifluorescent microscope (Carl Zeiss, Göttingen, Germany) equipped with 450-490 nm wavelength of blue excitation light and a barrier filter. Each microscope was equipped with a digital camera (DP72) (Olympus, Hamburg, Germany) connected to a PC monitor. Seven sections per gerbil were selected for cell counting. We captured digital images of NeuN immunoreactive neurons and F-J B positive cells in a 250 × 250 µm square at the center of the hippocampal CA1 field. We conducted cell counting by using a software (Optimas 6.5) (CyberMetrics, Scottsdale, AZ, USA).
To quantitatively analyze GFAP and Iba-1 immunoreactivity, seven sections per animal were chosen. Digital images of GFAP and Iba-1 immunoreactive structures were taken from the target region of the hippocampus by using the same light microscope. The captured images were then calibrated into an array of 512 × 512 pixels, and each immunoreactive image was measured by a 0-255 gray scale system that is, the background density was subtracted, and the ratio of ROD was calibrated by using Adobe Photoshop (ver. 8.0). Finally, ROD was analyzed by using the NIH image (1.59 software). A ratio of ROD was calibrated as a %, with the vehicle/sham group designated as 100%.
Statistical Analysis
Data were statistically presented as the mean ± standard error of mean (SEM). We used SPSS 18.0 software (SPSS, IL, USA), and the data were measured by two-way analysis of variation (ANOVA) with a post hoc Bonferroni's multiple comparison test in order to express differences among all the experimental groups. Statistical significance was designated as less than 0.05 of p value.
